. (A) Total cell counts for embryo staging. Embryos were collected and fixed every 6h and grouped in categories according to their number of cells, as described (Plusa et al., 2008 Most cells at this stage display GATA6 staining. All ICM cells express similar levels of GATA6, Pdgfra (visualised as nuclear GFP) and aPKC. Membrane GFP: GPI-tagged GFP, nuclear GFP: H2B-GFP expressed from the Pdgfra locus (Pdgfra
for number of embryos and Table S2 for details on each inhibitor's targets and specificity). Embryos treated with Gö6983 displayed a sorted PrE in a significantly lower number of cases than either the controls or other PKC inhibitors (Χ 2 test, p<0.0001 when comparing Gö6983 to all the other groups). See Table 2 and Materials and Methods for details on the statistical analysis. Figure 1B showing aPKC and GATA4 staining.
Movie 2. Z-stack through the late blastocyst in Figure 1C showing aPKC and GATA4 staining.
Movie 3. Z-stack through the E4.5 blastocyst in Figure 1D showing aPKC and GATA4 staining.
Movie 4. Control embryos cultured in the presence of 1% DMSO from the mid to late blastocyst as shown in Figure 4B . Whole Z-stacks were acquired every 15 minutes over a period of 16h. Maximum intensity projections are shown for GFP only and GFP+DIC. Movie shown at 4 frames per second (fps).
Movies 5 and 6. Experimental embryos cultured in the presence of 5µM Gö6983 from the mid to late blastocyst as shown in Figures 4C, D . Whole Z-stacks were acquired every 15 minutes over a period of 16h. In Movie 5 a cell that loses its position at the ICM surface and dies deeper in the ICM is highlighted with a pink spot. A cell highlighted in blue comes into contact with the cavity, but fails to maintain its position and migrates back into the ICM. A cell marked in yellow remains anchored at the ICM surface but eventually dies, as GFP+ cells that fail to reach the ICM surface by the late blastocyst. In Movie 6, note how cells remain scattered throughout the ICM. Although they display visibly lower cell death, they fail to form a monolayer at the ICM surface. Maximum intensity projections are shown for GFP only and GFP+DIC. Movie shown at 4fps.
Movie 7. Z-stack through a representative control embryo treated with 1% DMSO and stained for GATA4 and OCT4 (see also Figure 5A ').
Movies 8 and 9. Z-stacks through representative embryos treated with 5µM Gö6983. In Movie 8, note the GFP+ cells scattered throughout the ICM and displaying pan-cellular distribution of GATA4 (see also Figure 5B '). In Movie 9, GFP+, GATA4+ PrE cells cluster on a side of the ICM without forming a monolayer.
